Background-Studies have suggested that expression of the adhesion molecule CD44 may be of prognostic importance in gastric cancer. In addition, there is strong
evidence that Helicobacterpyloni has a role in gastric cancer. Ains-To determine the expression of CD44 and its variants (v6, v9) The procedure was as follows. Specific antibody was added to the appropriate tubes; anti-IE (10 ,l1) was added to the control tube. The tubes were incubated at room temperature for 15 minutes, then washed with PBS/BSA/azide (X2). FITC conjugated F(abl)2 fragments of rabbit anti-mouse immunoglobulin (1:100, 100 ,ul) were added to each tube and incubated at room temperature for 10 minutes. The cells were again washed with PBS/BSA/azide (X2). Normal mouse serum (1:50, 50 gl) was added to each tube to block non-specific binding sites and the tubes were incubated at room temperature for 10 minutes followed by two washes with PBS/BSA/azide. Before staining with anti-CD44 variant (v6), the cells were prefixed with 2% paraformaldehyde in PBS (0.5 ml) for 10 minutes.
Phycoerythrin conjugated anti-CD3 (CD3 PE) (5 ,l) was added to each of the above tubes and incubated for 10 minutes followed by washing with PBS/BSA/azide (X2). The cells were then fixed with 0-5% paraformaldehyde in PBS (0.5 ml) and analysed using the Becton Dickinson FACScan and Lysys software. Histological examination of sections showed that one hour incubation removed only the epithelial layer leaving the basement membrane intact suggesting that we had a pure single cell suspension derived from the epithelial layer. Hence, CD3 negative cells were classified as epithelial cells. 22 The mean fluorescence intensity and percentage of positive cells were estimated from the gate accumulated histograms.
STUDIES ON CULTURED GASTRIC EPITHELIAL CELL LINE (AGS)
(1) Activated PBMC supernatant was prepared by co-culturing PBMC from a healthy volunteer (Hpylori negative) at a concentration of 2X 106/ml for 24 hours with anti-CD3 (OKT3) in RPMI medium. After 24 hours' stimulation, lymphocytes were washed three times and incubated for a further 24 hours in the medium. Medium at the end of this period was collected and used as activated PBMC supernatant.24 (2) A gastric epithelial cell line, AGS (ATCC), derived from a human gastric adenocarcinoma was cultured in the flasks at 37°C in a humidified atmosphere of 5% CO2 in air. When the AGS cells were grown to subconfluency, they were incubated for a further 24 hours with Figure  1 . Expression of CD44 (L3D1, D2. 1) was significantly increased (p<0 02) on EP in H pylori positive compared with H pylori negative individuals with or without chronic inflammation (Table I ). There were no statistically significant differences in expression of CD44 (L3D1, D2.1) on gastric intraepithelial lymphocytes between the H pylori positive and negative groups (Table I ). In addition, the CD44 variant (v9) was not expressed on Hpylori negative EP cells and was detected to varying degrees on Hpylori positive EP. A FACScan profile of adhesion molecule CD44 v9 expression on EP is shown in Figure  2 . There was a significantly increased (p<0 05) expression of CD44 v9 on EP from patients with H pylori infection compared with uninfected patients (Table II) . CD44 v6 expression by contrast was detected even in normal gastric mucosa. While levels of CD44 v6 were increased in H pylon positive individuals this did not reach statistical significance in this study (Table II) .
HIA-DR, HLA-DP, AND HLA-DQ EXPRESSION ON EP AND IEL Surface HLA-DR, HLA-DP, and HLA-DQ were examined on EP and IEL by two colour immunofluorescence staining. The results showed significantly higher (p<0 05) HLA-DR and HLA-DP expression on EP of patients with Hpylori infection than in uninfected individuals with or without chronic inflammation (Table III) .
Fluorescence labelling of gastric IEL also
showed strong H[A-DR (p<0 005) and HLA-DP (p<0 02) expression of H pylori positive patients compared with H pylori negative patients with or without chronic inflammation (Table III) . However, there was no statistically significant difference in HLA-DQ expression in either EP or IEL in H pylori positive and negative groups (Table III) by the activated PBMC supematant. Further analysis has shown that both IFN--y and TNF-oc significantly increased CD44 expression (Fig 3) . However, neither the crude supernatant nor recombinant cytokines IFN-,y and TNF-ot had any significant effect on expression of CD44 v6 or v9 on AGS cells (Fig 3) . The mechanism by which Hpylori regulates CD44 expression is unknown. Since H pylorn binds to gastric EP, CD44 expression may be a direct cellular response to products of H pyloni. Upregulation of CD44 and CD44 variants is found in other conditions characterised by chronic inflammation such as ulcerative colitis.26 27 IFN-y has been shown to induce CD44 expression in myelomonocytic cell lines and TNF-ot has been shown to increase v9 expression in T cells and endothelial cells.'0 29 29 Hence, we examined HLA class II expression on gastric EP and IEL as a marker of a functional effect of IFN-y secretion. We found that HLA-DR and DP expression were increased in gastric EP and IEL in patients with H pylori associated antral gastritis and peptic ulcer. This finding has been noted by others and is not surprising since an immune response to foreign bacterial antigens would be expected to lead to T cell activation and the release of IFN-y and other cytokines.3031 IFN--y and TNF-ox are produced locally in gastric mucosa. Production of TNF-ot and IFN--y was found to be increased in gastric mucosa in H pylorn positive individuals. 32 
